Copy for the Elected Office (EO/US) 

TENT COOPERATION TRE 



PCT/J POO/05920 



PCT 

NOTIFICATION OF THE RECORDING 
OF A CHANGE 

(PCT Rule 92bis.1 and 
Administrative Instructions, Section 422) 


To: 

liVIMIVIUnM, IVIdoatUllll 

8th Floor, Kyobashi-Nisshoku Bldg. 

8-7, Kyobashi 1-chome 

unuo-Ku 

Tokyo 104-0031 

JAPON 


Date of mailing (day/month/year) 

22 June 2001 (22.06.01) 


Applicant's or agents file reference 
A01369M 


IMPORTANT NOTIFICATION 


International application No. 
PCT/J POO/05920 


International filing date (day/month/year) 
31 August 2000 (31.08.00) 



1. The following indications appeared on record concerning: 
[ | the applicant {^] the inventor 



the agent 



□ 



the common representative 



Name and Address 

1) IMAMURA, Masazumi 
2 SHIOZAWA, Hisao 
3) KAMATA, Junji 
5th Floor, KRF Bldg. 
5-5, Kyobashi 1-chome 
Chuo-ku, Tokyo 104-0031 
Japan 


State of Nationality 


State of Residence 


Telephone No. 
03-3271-1331 


Facsimile No. 
03-3271-1410 


Teleprinter No. 


2. The International Bureau hereby notifies the applicant that the following change has been recorded c 
| | the person [P] the name X the address Q the nationality [ 


oncerning: 
[ the residence 


JSUme-and Address 

8th Floor, Kyobashi Nisshoku Bldg. 

8-7, Kyobashi 1-chome 

Chuo-ku 

Tokyo 104-0031 

Japan 


State of Nationality 


State of Residence 


Telephone No. 

03-3538-5680 


Facsimile No. 
03-3538-5686 


Teleprinter No. 



3. Further observations, if necessary: 



4. A copy of this notification has been sent to: 
X] the receiving Office 



| | the International Searching Authority 



| | the designated Offices concerned 
|~X] the elected Offices concerned 

nD ° tner: 





Authorized officer 


The International Bureau of WIPO 




34, chemin des Colombettes 


Masashi HONDA 


1211 Geneva 20, Switzerland 




Facsimile No.: (41-22) 740.14.35 


Telephone No.: (41-22) 338.83.38 


Form PCT/IB/306 (March 1994) 


004107190 



_ EO/US 

PCT/JPOO/05920 

TENT COOPERATION TREa. . < 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF ELECTION 
(PCT Rule 61 .2) 


To: 

Commissioner 

US Department of Commerce 
United States Patent and Trademark 
Office, PCT 

OH1 1 Q/Mith f*\ar\r Plar^ Room 
zu I I oouin Lfiaiiv note nuyni 

CP2/5C24 

Arlington, VA 22202 
ETATS-UNIS D AMERIQUE 

in its capacity as elected Office 


Date of mailing: 

08 March 2001 (08.03.01) 




International application No.: 

PCT/JPOO/05920 


Applicant's or agent's file reference: 
A01369M 


International filing date: 

31 August 2000 (31.08.00) 


Priority date: 

31 August 1999 (31.08.99) 


Applicant: 

YANAGAWA, Hiroshi et al 



1. The designated Office is hereby notified of its election made: 

fx] in the demand filed with the International preliminary Examining Authority on: 

31 August 2000 (31.08.00) 



| | in a notice effecting later-election filed with the International Bureau on: 



The election 



□ 



was not 



made before the expiration of 1 9 months from the priority date or, where Rule 32 applies, within the time limit under 
Rule 32.2(b). 



The International Bureau of WIPO 
34, chemin des Colombettes 
1211 Geneva 20. Switzerland 



Facsimile No.: (41-22)740.14.35 



Authorized officer: 

J. Zahra 

Telephone No.: (41-22) 338.83.38 



Form PCT/IB/331 (July 1992) 



3869981 



PmE NT COOPERATION TREA 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION OF RECEIPT OF 
RECORD COPY 

(PCT Rule 24.2(a)) 


To: 

IMAMURA, Masazumi /^^f%W^\ 
ixr\r Diuy., %Jiii noor h gr^j*r 3= s=s ,s£ *^^^ \ 
5-5, Kyobashi 1-chome f f^rT^o 0'\ Z | S 
Chuo-ku I \ Vv-vO^^^ J 

JAPON XSl^^J/ 


Date of mailing (day/month/year) 

22 September 2000 (22.09.00) 


IMPORTANT NOTIFICATION 


Applicant's or agent's file reference 
A01369M 


International application No. 
PCT/J POO/05920 





The applicant is hereby notified that the International Bureau has received the record copy of the international application as 
detailed below. 

Name(s) of the applicant(s) and State(s) for which they are applicants: . 



MITSUBISHI CHEMICAL CORPORATION (for all designated States except US) 

YANAGAWA, Hiroshi et a I (for US) 

International filing date : 31 August 2000 (31 .08.00) 

Priority date(s) claimed 31 August 1999 (31.08.99) 
Date of receipt of the record copy 

by the International Bureau 18 September 2000 (18.09.00) 

List of designated Offices : 

EP iAT.BE^CH^C^DE^K^ES^I^R^B^GRJEJT^LU.MCNUPT^SE 
National :JP,US 



ATTENTION 

The applicant should carefully check the data appearing in this Notification, in case of any discrepancy between these data 
and the indications in the international application, the applicant should immediately inform the International Bureau. 

In addition, the applicant's attention is drawn to the information contained in the Annex, relating to: 

X time limits for entry into the national phase 
| X | confirmation of precautionary designations 
| | requirements regarding priority documents 
A copy of this Notification is being sent to the receiving Office and to the International Searching Authority. 



The International Bureau of WIPO 


Authorized officer: ^^^P^^^^ ^s^^ 


34, chemin des Colombettes 




1211 Geneva 20, Switzerland 




Facsimile No. (41-22) 740.14.35 


Telephone No. (41-22)338.83-38 



Form PCT/1B/301 (July 1998) 



003540462 



PCT/J POO/05920 



TENT COOPERATION TRI 

From the INTERNATIONAL BUREAU 



PTO/PCT&27FEB200Z 

NOTIFICATION CONCERNING 
SUBMISSION OR TRANSMITTAL 
OF PRIORITY DOCUMENT 

(PCT Administrative Instructions, Section 411) 



Date of mailing (day/month/year) 

22 September 2000 (22.09.00) 



To: 



IMAMURA, Masazumi 
KRF Bldg., 5th Floor 
5-5, Kyobashi 1-chome 
Chuo-ku 
Tokyo 104-0031 
JAPON 




Applicant's or agent's file reference - 
A01369M 



IMPORTANT NOTIFICATION 



International application No. 
PCT/J POO/05920 



International filing date (day/month/year) 

31 August 2000 (31.08.00) 



International publication date (day/month/year) 
Not yet published 



Priority date (day/month/year) 

31 August 1999 (31.08.99) 



Applicant 

MITSUBISHI CHEMICAL CORPORATION et al 



1. The applicant is hereby notified of the date of receipt (except where the letters "NR" appear in the right-hand column) by the 
International Bureau of the priority document(s) relating to the earlier application(s) indicated below. Unless otherwise 
indicated by an asterisk appearing next to a date of receipt or by the letters "NR", in the right-hand column, the priority 
document concerned was submitted or transmitted to the International Bureau in compliance with Rule 17.1(a) or (b). 

2. This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 

3. An asterisk*) appearing next to a date of receipt, in the right-hand column, denotes a priority document submitted 
or transmitted to the International Bureau but not in compliance with Rule 17.1(a) or (b). In such a case, the attention 
of the applicant is directed to Rule 17.1(c) which provides that no designated Office may disregard the priority claim 
concerned before giving the applicant an opportunity, upon entry into the national phase, to furnish the priority document 
within a time limit which is reasonable under the circumstances. 



4. 



The letters "NR" appearing in the right-hand column denote a priority document which was not received by the international 

Bureau or which the applicant did not request the receiving Office to prepare and transmit to the International Bureau, 

as provided by Rule 17.1(a) or (b), respectively. In such a case, the attention of the applicant is directed to Rule 17.1(c) which 

provides that no designated Office may disregard the priority claim concerned before giving the applicant an opportunity, 

upon entry into the national phase, to furnish the priority document within a time limit which is reasonable under the 

circumstances. 



Priority date Priority application No. 

31 Augu 1999 (31.08.99) 11/244704 



Country or regional Office 
or PCT receiving Office 

JP 



Date of receipt 
of priority document 

18 Sept 2000(18.09.00) 



The International Bureau of WIPO 
34, chemin des Colombettes 
1211 Geneva 20, Switzerland 



Facsimile No. (41-22) 740.14.35 



Authorized officer 



Telephone No. (41-22) 338.83.38 




Form PCT/IB/304 (July 1998) 



003540463 



NT COOPERATION TREA"5a 



WO 01/16600 
PCT/J POO/05920 



From the INTERNATIONAL BUREAU 



PCT 



NOTICE INFORMING THE APPLICANT OF THE 
COMMUNICATION OF THE INTERNATIONAL 
APPLICATION TO THE DESIGNATED OFFICES 

(PCT Rule 47.1(c), first sentence) 



Date of mailing (day/month/year) 
08 March 



Applicant's or 
A01369M 



h 2001 (08^^ 9 7fe6 



ZCffil 



To: 



IMAMURA, Masazumi 
KRF Bldg. # 5th Floor 
5-5, Kyobashi 1-chome 
Chuo-ku 
Tokyo 104-0031 
JAPON 




IMPORTANT NOTICE 



International application No. 
PCT/JPOO/05920 



International filing date (day/month/year) 
31 August 2000 (31.08.00) 



Priority date (day/month/year) 

31 August 1999 (31.08.99) 



Applicant 



MITSUBISHI CHEMICAL CORPORATION et al 



1. Notice is hereby given that the International Bureau has communicated, as provided in Article 20, the international application 
to the following designated Offices on the date indicated above as the date of mailing of this Notice: 

US 

In accordance with Rule 47.1(c), third sentence, those Offices will accept the present Notice as conclusive evidence-that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2. The following designated Offices have waived the requirement for such a communication at this time: 

EP,JP 

The communication will be made to those Offices only upon their request. Furthermore, those Offices do not require the 
applicant to furnish a copy of the international application (Rule 49.1 (a-bis)). 

3. Enclosed with this Notice is a copy of the international application as published by the International Bureau on 
08 March 2001 (08.03.01) under No. WO 01/16600 

REMINDER REGARDING CHAPTER II (Article 31(2)(a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international preliminary examination must be filed with the competent International Preliminary 
Examining Authority before the expiration of 19 months from the priority date. 

It is the applicant's sole responsibility to monitor the 1 9-month time limit. 

Note that only an applicant who is a national or resident of a PCT Contracting State which is bound by Chapter II has the 
right to file a demand for international preliminary examination. 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the international application in the national phase, he must, within 20 months 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be performed for entering the national phase, see the 
Annex to Form PCT/IB/301 (Notification of Receipt of Record Copy) and Volume II of the PCT Applicant's Guide. 





The International Bureau of W1PO 
34, chemin des Colombettes 
1211 Geneva 20, Switzerland 

Facsimile No. (41-22) 740.14.35 


Authorized officer 

J. Zahra 

Telephone No. (41-22) 338.83.38 



Form PCT/IB/308 (July 1996) 



3871469 



PCT/J POO/05920 



NT COOPERATION TREA 



From the INTERNATIONAL BUREAU 



PCT 



INFORMATION CONCERNING ELECTED 
OFFICES NOTIFIED OF THEIR ELECTION 

(PCT Rule 61.3) 



To: 



IMAMURA, Masazumi 
KRF Bldg., 5th Floor 
5-5, Kyobashi 1-chome 
Chuo-ku 
Tokyo 104-0031 
JAPON 



EE 



us. 3. ::>.o9 



SlKs&Co. 



Date of mailing (day/month/year) 

08 March 2001 (08.03.01) 




Applicant's or agent/ s file reference 
A01369M 


IMPORTANT INFORMATION 


International application No. 
PCT/J POO/05920 


International filing date (day/month/year) 

31 August 2000 (31.08.00) 


Priority date (day/month/year) 

31 August 1999 (31.08.99) 


Applicant 

MITSUBISHI CHEMICAL CORPORATION et al 



1. The applicant is hereby informed that the International Bureau has, according to Article 31(7), notified each of the following 
Offices of its election: 

EP iAT^BE^H.C^D^DK^ES^LFR^GB^RJEJT^U^CNUPT.SE 
National :JP,US 

2. The following Offices have waived the requirement for the notification of their election; the notification will be sent to them 
by the International Bureau only upon their request: 

None 

3. The applicant is reminded that he must enter the "national phase" before the expiration of 30 months from the priority date 
before each of the Offices listed above. This must be done by paying the national fee(s) and furnishing , if prescribed, a 
translation of the international application (Article 39(1 )(a)), as well as, where applicable, by furnishing a translation of any 
annexes of the international preliminary examination report (Article 36(3)(b) and Rule 74.1). 

Some offices have fixed time limits expiring later than the above-mentioned time limit. For detailed information about the 
applicable time limits and the acts to be performed upon entry into the national phase before a particular Office, see Volume II 
of the PCT Applicant's Guide. 

The entry into the European regional phase is postponed until 31 months from the priority date for all States designated for 
the purposes of obtaining a European patent. 



The International Bureau of WIPO 


Authorized officer: 




34, chemin des Colombettes 


J. Zahra 




1211 Geneva 20, Switzerland 




Facsimile No. (41-22) 740.14.35 


Telephone No. (41-22) 338.83.38 




Form PCT/IB/332 (September 1997) 




3871469 




PCT/J POO/05920 



PATENT COOPERATION TRE/^ 



PCT 

. NOTIFICATION OF TRANSMITTAL 
OF COPIES OF TRANSLATION 

OFTHE SM«MrmEB 

(PCT Rule 72.2) 



Date of mailing (day/month/year) 

06 December 2001 (06,12.01) 



From the INTERNATIONAL BUREAU 



To: 



WJAMURA, Masazumi 

Floor, Kyobashi-Nisshoku Bldg. 
8-7, Kyobashi 1-chome 
Chuo-ku 
Tokyo 104-0031 
JAPON 



Applicant's or agent's file reference 
A01369M 



IMPORTANT NOTIFICATION 



International application No. 
PCT/J P00/05320 



international filing date (day/month/year) 

31 August 2000 (31.0S.00) 



Applicant 



MITSUBISHI CHEMICAL CORPORATION et al 



1. Transmittal of the translation to the applicant. 

The International Bureau transmits herewith a copy of the English translation made by the 
International Bureau of the international preliminary examination report established by the 
International Preliminary Examining Authority. 



2. Transmittal of the copy of the translation to the elected Offices. 

The International Bureau notifies the applicant that copies of that translation have been 
transmitted to the following elected Offices requiring such translation: 

EP,US 



The following elected Offices, having waived the requirement for such a transmittal at this time 
will receive copies of that translation from the International Bureau only upon their request: 

JP 



3. Reminder regarding translation into (one of) the official language(s) of the elected Office(s). 

The applicant is reminded that, where a translation of the international application must be 
furnished to an elected Office, that translation must contain a translation of any annexes to the 
international preliminary examination report. 

Itis the applicant's responsibility to prepare and furnish such translation directly to each elected 
Office concerned (Rule 74.1). See Volume il of the PCT Applicant's Guide for further details. 





The International Bureau of WIPO 
34, chemin des Colombettes 
1211 Geneva 20, Switzerland 


Authorized officer 

Eliott PERETTI 




Facsimile No. (41-22) 740.14.35 


Telephone No. (4122) 338.83.38 // 




Form PCT/IB/338 (July 1996) 




4517399 
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PATENT COOPERATION TR^«^ 

PCT 

INTERNATIONAL PRELIMINARY EXAMINATION REPORT 
(PCT Article 36 and Rule 70) 



Applicant's or agent's file reference 
A01369M 


FOR FURTHER ACTION ^^l*™ 0 ^^ Preliminary 

Examination Report (Form PCT/IPEA/4 1 6) 


International application No. 

PCT/JP00/05920 


International filing date (day/month/year) 
31 August 2000 (31.08.00) 


Priority date (day/month/year) 

31 August 1999 (31.08.99) 


International Patent Classification (IPC) or national classification and IPC 

G01N 33/566, 33/532, C12N 15/09, C07K 17/00, 1/13, C12Q 1/00, 1/68 


Applicant 

MITSUBISHI CHEMICAL CORPORATION 



This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
and is transmitted to the applicant according to Article 36. 



2. This REPORT consists of a total of 



. sheets, including this cover sheet. 



I I This report is also accompanied by ANNEXES, i.e., sheets of the description, claims and/or drawings which have 
— been amended and are the basis for this report and/or sheets containing rectifications made before this Authority (see 
Rule 70. 16 and Section 607 of the Administrative Instructions under the PCT). 



These annexes consist of a total of 



sheets. 



3. This report contains indications relating to the following items: 
Basis of the report 
Priority 

Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 
Lack of unity of invention 

Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement ' 8 

Certain documents cited 

Certain defects in the international application 

Certain observations on the international application 



I 




II 


□ 


. Ill 


□ 


IV 


□ 


V 




VI 


□ 


VII 


□ 


VIII 


□ 



Date of submission of the demand 

31 August 2000 (31.08.00) 


Date of completion of this report 

21 February 2001 (21,02.2001) 


Name and mailing address of the IPEA/JP 
Facsimile No. 


Authorized officer 
Telephone No. 



Form PCT/1PEA/409 (cover sheet) (July 1998) 



INTERNATIONAL PRELIMINARY EXAMINATION REPORT 



E 



lational application No. 

PCT/JPOO/05920 



I. Basis of the report 



1. With regard to the elements of the international application:* 
the international application as originally filed 
the description: 

pages 

pages 
pages 



□ 



, as originally filed 
, filed with the demand 



, filed with the letter of 



□ 



the claims: 

pages 

pages 

pages 

pages 



, as originally filed 

, as amended (together with any statement under Article 19 
, filed with the demand 



□ 



_, filed with the letter of 



the drawings: 

pages 

pages 

pages 



_ , as originally filed 
, filed with the demand 



filed with the letter of 



I I the sequence listing part of the description: 

pages 

pages 
pages 



filed with the letter of 



, as originally filed 

filed with the demand 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
I the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language which is- 

the language of a translation furnished for the purposes of international search (under Rule 23 1(b)) 

□ the language of publication of the international application (under Rule 48 3(b)) 

the language of the translation furnished for the purposes of international preliminary examination (under Rule 55 2 and/ 
or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
! preliminary examination was carried out on the basis of the sequence listing- 

□ contained in the international application in written form, 
filed together with the international application in computer readable form, 
furnished subsequently to this Authority in written form, 
furnished subsequently to this Authority in computer readable form. 

The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 

The amendments have resulted in the cancellation of: 

□ 

the description, pages 

□ 

the claims, Nos. 

□ 

the drawings, sheets/fig 



□ 
□ 
□ 
□ 

□ 



5. n This report has been estabIished ^ if (some of) the amendments had not been made, since they have been considered to go 
I ' beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article 14 are referred to 
in this report as "originally filed" and are not annexed to this report since they do not contain amendments (Rule 70.16 
and 70. 1 7). 

** Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this report. 



Form PCT/IPEA/409 (Box I) (July 1998) 



INTERNATIONAL PI 



*ARY EXAMINATION REPORT 



national application No. 
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U h* t<&m$3lZ&&TZ$Zj3%;m?Zfr : ?-Z& Ds 

>^jf©^^;WbI£Ho 
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WO»l/1660b , PCT/JP00/05926 

2 0. ^^^^-^ITT^-br^-Sfc^i^ut^SlEl 
±SB 1 9 2 0 izmMcDUM ; 

2 2. ^^HSWe**^ -x^h-* s ^>7^WK ^JS>f^>, 

h\ ATP, h7S?*-;i/J:t)&5» < t.{,jHj l4 m±o^?fttr 

±13 1 9^:^12 1 (D^-rnfrlzmmcDUM ; 

2 3. T^-tr^-gP^b-^-D^^i/> N 3'-H-7^7J/;n;a-DT^i/ 
>T^y Xfct3 ' -N-7^7i/;i/7f/i/>7^7^l/^-i/ f? 

1 2 2 ©^-rn^ti3«©^ ; 

2 5. C^^Mb* W^ft# N ilil^^S^^t^/^fo 

7^bK«©$ST^ tt*>/**K©zi-~r-f >^«««dtrtttt«iE9&' 
©T&§±s3 2 4lzl3«&©@^<fb*>v^!K ; 

2 6. ^^WblSMcD^^^^^^-^-^^tT^^-fe^^-gpt^^ 

2 8. T'^-br^-^AJ^jL-DT-f 3'-N-7^7WI/ta-D7-fi/ 
>7 > ^ y * * h\ xtt 3 ' -N-7- ^ J 7i/)\,?=r; ^>7* J jl >? is K 



-ye— ■ . 3 4 > >; 

2 s^rnfrfciBf&oa^b* ; 

2 9. ^^;i/^^^t-^^£D^h^^^^^^^-r^ti±»^w-rs 

7*^ K/^JS-f*:^ ^;i^^>- S- h7>77i7- fc?/^;i^?-;t>, 
DNA^>^^S/DNA, tKte/lAmfr'Ps ti )\s=£V ^ V > a. 

-£&£±I32 4ft^L2 8©^-rn^{lfB«©^ >/^H ; 

3 0. ±13 2 4&lM^ 2 9^DV^rn7^(3^3«0@^b^>^^M^7)M^^^^f 

31. 7?7*-$>^?nttm.miz^i,tiM$&*&&-tz>^ms m&mizc 

13 3 0 (zl3«g©rD^^ >f >v7^Mt5fctoOiI ; 

32. ^^r^jirsm .sfyrtsw^^^tsm 
£&#t33M£s s^c^^^Mb^v^^KiJ^^g-^^aij^L. mem 

&(D^&zm-f%, ±131 0s 11, 13, Xtil 4©^m*CSB!fc©:£&£ 

3 3. p>j*pntm^ttm?%ft*5L\±ft*£mMftm?z*>^zn<Dm%. 

a . TI3©X^ : 
S; 
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WO01/J6600 PCT/JPOQ/05920 

b. ±!3x*I(l)&^U3)tCi^#, 

a . T§3©XH : 

i^ws^ gEfcfiti^ h #*g5ft/s r s t mfe? & xg 

b. ±ffixe(i)av(2)K:«5s x 

±tttT t mmtm r % $ > n ? st ; 

3 7. ±13 3 3X«4 3 4fc«3tt©^>/^Kt'fflS^ffl-ra^©l5a^St:« 

9 



WO 01/16600 , ) PCT/JPOO/05920 

m 1 mi±. Ka-D ^>SV^©f»*«:©<b^«3eT*SoI tt Puromycin, 
1 1 & rCpPur, 1 1 Hi dCpPui\ IV fct dUpPur TrfeSo 

Fluorpur\ 11 it Fluorthiopur T~$)2> 0 

So 

i5||i, tf^-^>fo. — D v-f i>>(Biotin-puro) X'^ ^;Wb£ fttz $ >J*t7 

(1) C«^-<;Wb*>^jf 

(1-1) C*^^;Wb* W^Kco^ 

10 



WO 01/16600 -• PCT/JPOO/05920 

5*w*^©^>r ^ y — £&^tf&©-e&£o Ax^w^si; itit ^ 
; msm &^tr % ©t- & * « 

(1-2) 7^;Wbttjfc 

—as £ tt<b^je-&T?s*g^ nt^So ^ ^;i/fiu i: t * -t r * —a* ^ &ts 

3&8l>i?©^t3tefe3ll.^Jit«7;i/^-u-fe>r >m?!k u-V= ^#*>>^?ij N 
NBDIFv?y&£©l^&£&©T-&oT&<£V^ ^©ffes 5 ^;i/S|5 £ LT 
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WO 01/16600 ■ <PCT/3P©0/05920 

d tiz> <DMffimn&. ^Mt* >s*?n tm&o^ t (D-^m^m 
-3 v > t $ n m^co^boimfc £ m t tz & <d t^m^m v ^ n £ 0 

)V tRNA t3<b^3t#^*s^LT O?,^O^iiliR-r2»Cl £#T* § £o'ft3llft&'fb 
^ilb^?^ F^^t5tx-D7^^> (Puromycin), 3 5 -N-7 ^ J 
7^1/^a-07^ >»7U 7 ^ Uti/ F ( 3 5 -N-Aminoacy lpuromyc in 
aminonucleoside N PANS-7^ y^) v tztx.it, 7^gW^^»©. . 
PANS-Gly N 7 X S WtB&Ji VXD PANS-VaU 7 5. J M#77Z>o PANS-Ala, 
■£®ffe N 7'^ ;m&&±x<D&7$ smiZttlfoTZ PANS- 7 5. SMittiWm-f 

3' -7^y7ry->>07^>'it7^>'|!OA;i/^i/;i/3|iJJ||fc ! (c 
£S£- U T Jf^fiJc $ ft S 7" h* SntSS lt3 , +7;;7y;V7fy>»7^ 
(3' -Aminoacyladenosine aminonucleoside, AANS-7 ^ yjg?) s £ 
x.fcf, 7* J ^>6DAANS-Gly, 7 ^ y &gB#M U >© AANS-VaK 7$ 

y^WT^VCD AANS-Ala, ^©ffe. 7 5. JmB&±7 X J Wi(D&7 X J ^tc 
ttfo-TZ AANS-7S. y»fb^l&£t6ffiT?£*o 

7?-t7f>-^tLXi£, h'i-D7^>X PANS-7^i^)L<(iA 
ANS-7US^'J >®S^U7^l^t^ K^^LTV^b^JWJ; t) 
#£L^o dixk©<b-&^©«f TvfcTjL — DY'f S>> (i)) N 
^ta-DT^^» (r CpPur : I 1 1© I I), ft^^y;i/ba-D7 
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WO 01/16600 TCTTJPOO/OSSaO 

^^>(dCpPur:^l|©I I I K =r 'J i — utJ ->>(d 

UpPur ifliOlV) ft^CKi-DT'f ^>8S###i$fc:#i; LV>«, 

(1-3) C^^;Wfc*w^K©8SISi 

mmrnrn x ^ tix ^ © * tc ^ w ^ h * b - k -r s s «s»d x tta» 
Arse t^x^x^>^^m^i^niDti^i)(DX'^^m^mm^titji^o m 
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WO 01/16600 PCT/JPOO/05920 

mmt^Tiz, mmxizmm^v?}, ms.\tts%m<Dmmtez&&mx*%z < > mm 

*'J^-~ DgiLT^lfcRN A$iit bt^A 
d^^T-^i)o #££*3^;Mbl£3il©illJ££: tt^ UPgtzjBi^^^Wb 

##jM»mM£m^c«i§r£&, 0. l~l x/M. ^fcHIRmfc/J^E^aiffi 

0~5 0/zMT-&*o 

RNA, 5^;i«f. aKSI»^ SVHR^ti^TRft*^ TiB©^ 

±sBbfcC*JS7^;Wb^>^^H*f^fi£-r*^t:i5V^s 

Ltzmmmmfc, m^y)^\y^-^^^—u^^i/> (Fiuorpur : m,2m<D 
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WO 01/16600 PCT/JP00/05920 

T 7 7°n (Dft}fflTlZ& Z^* U YZ-isXDZi—T << >yffit$ l (D±m.%, 

Fluorpur, i> U < fcfc Fluorthiopur (I2iOI I ) <D&&TT-*Lmm<Dmfflm$& 
i*mmmiZ*$\,^-C* >;i?m&<&&,-tz>ta<&tz&, Fluorpur, « L < tit' 
Fluorthiopur ©S5i?iJg{i. 0. 1 ~ 1 ^MTfe^= £fc£^4r*Htt^ifoJ$ttffl 

^*fflv>fe«^T-«±o.. 3-5 o^zm, >bmi&wmmm*m^fzm'&iz&i o~ 

^ f S ^^©J St 7nsm.mte¥(Mx.\^ Bio-Spin 
6 ; BI0-Rad*±M) ^k^X^RfoCD^ ^Mt>UM*m3k E5tf9"T i: #T* ^ 

^^)VU£M<D&ft\z&\)ffi^^%j3m&m-ft>K%o 

^Kj ^fft-r £d ^^^-f±§ (H3in)o -T^r* — ^w^ia 
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^^^^©gp^iZct ^mmz^^^m^it, itii^>;^i§iaffi 

( 2 ) fift?}^ 

tl&o 
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WO 01/16600 " PCT/JP00/05920 

L<&7^ ;im&lifi&to<Dm$l£ tilt* feSlMicDNA^^T' 
K (C & tlX V > S * CO X i) m \ ^ 3 £ h A* X £ 5 « 

£ft&«w#^#c**i*S';i*»a:fT5 mmtmj stum, 
±SBf^ffl co&ms. u a ^Rjfe, ^j*s*ts ftMRfo t> mmm t^^jis, 

17 



WO 01/16600 " 

PCT/JPOO/05920 

MK®ntLT&, yv-cD^tm (mtux* Jim-is)],^ xm&s T^ygs 
to*.&yn,*\,*4>jm. *-<r$>jm. nbd^j^© 

zt&T-zzo mfcmzi^ mm*. >wR<Dm<g y ±121. t 

commit, ? feiitn^itt^ft ^.^^ tfctlJ ^ D N A7 - ^ 
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WO 01/1*699 PCT/JPOO/05920 

i?ja. U V/Aj^ya 'J >&-&^7?- h\ ATP^ 
aj— ;n&^©#fiS«^ W^K/*©U^> K&fcr#£#f&*L*o 

h#T-#£#, Mffcftt::^ #iJ;Lfc^ ^>xi>iK *;u^y>, 'irjv^j^TJv^ 

t s^y^f h* ^tfe RTtfe^TKKS^ i.^ii7u £ m r % Jim £ m v n a z. 

( 3 ) ft-sf ©£<b©$J£& 
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u»-r**jjp^j^».-.si<^. • _ * . - 

WO 01/16600 

PCT/JPOO/05920 

•f So • 

r ^J^tt^©£&£^fenS 

(3-D mwy??:^:>±tmm 

y^Z^>&®te$ti, Cti$^©^^ ftt . a ^ t ^^g Tfe5 (Cullen, 
D.C, etal., Biosensors, 3(4), 211-225(1987-88)) 0 Z.<D%m*m^T * >Jl 

&*'^xmfrt>*Zt><DT'frt). *©ffSfcj:0. l~5mm«ft©fc©#ffl^ fe- 
ns o tfe^R»M©Jfi»H:l 0 0-2 0 0 0 AS****^* *,, £<D<k3& 

*^^(z^^T^^$C*^-7^;Wb^>/^K^M-&LtoS^^i:L 

»^L,<iiW^^^b^^ii^ ffl ^ns^w{cii 
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WO0J/J6600 ^_ 

Pcryjpoo/05920 

c: n *> onmitmmcDmm > &mmw. m * a b i A CO re2ooo 

(Pharmacia Biosensor ^tSSOtc <fc & cfct^e 

* n^n©M*f ftotittsft ®i$mtt£fc * * c h t i t) , B tifc * n& 

(3-2) x;^y-fe> h»^-f^-2;>^ 

Vm^t-V^?*^ Funatsu, T., etal., Nature, 374, 
555-559 <1995)*CB**nT^*#ttT, ^^0»i: M fb lf: ^ 

m^KftftSgB £ ffl ^ T fir ^ d t &X' % Z> o 
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(3-3) t*-(^-i;>y7t5^xa 

»»^*^t»K**^i*«s»? a , l ,-rft*-» tt±BUftaftttJ . s 
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v n ttglSMb X fci^MSSMbffi aua^ t: mmit £ fix v n & v ^Sfcffi © C Wb 

£ if * o tzmfr?*mwm<Dm&(Dmmiz & ^mm^^xm.m u ^ ti^mn 

(3-4) Hffi^^jgEtft^.- 

@*§S$3fc&gEl!fc^?£ (Enzyme Linked Immunosorbent Assay (ELISA): Crowther, 
J.R., Methods in Molecular Biology, 42_(1995)) fcfc % @1B±(C@^b Lfem^ 

tK HffiYb^nfc^±tfc^*ofc^^ciiifc^^tcM^r*«sa<b«- : ? 
*e>ns«* N ri5iEo^m« (el i s-a ^m^xm^itmrnr 
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eli s Aizm^^tizy^xj-v tmo^j prjyu—hm&m^&zb&T- 

x m^i^mm^m rziz -h& izmmr ^ismx^ nm^ 3 & © 
miz&mtemmx-mMLtzm&*< / Ef&L, cm^-xM ^o/b- hc&ats^ 

mtt^frz^^tizmytZs »el i sAv—F-m*m\,^xmfe&2>^ 

zcD^mz^x. mmiz^mcDmffi*?T5j5m}z-Lx&. Mz.&±t^j ? 
ny\y- hcD^iz^ti^nm^^MWccDmmibm^^mm^-r^^m^m 

( 3 - 5 ) mxiRytmmm 

Mytimytte (Perran, J., et al., J. Phys. Rad., 1, 390-401(1926)) & 

ytm?txm&$titzM?tfr?&, mmvtmvm, ^m^.m^u^x^^m^izit 
m-<Dmyt¥mx'myt*ttLMT2>-&, m&istitztt&®mm*\zm&7'^t> 
>mmm^n^tzm^iz, WLm^titzmmtmrnytt^m^-otz^miztfi^zt 
zmm-rzjj&x&Zo ^(Dmm^cD^^iz^m^^-y, m^^-m-^ 
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WO 01/16600 PCT/JPOO/05920 

Z(Dl5&Zft ?£#©^®^LTte0!l;ifc£BECON (Panyera #5!0 3|#rfJl££n 

/fb^ {c m v > e> n * *gffi%3£ t: any ft c m% ^ ^ont *>^? nmm l fc 
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WO 01/1 6600 TPCT7JP0MJ592B 

/BISSAU -nt^OTO^^^^A-Ti,^ $)^,U(i#^cDC^ 

£&A-r3^*£#ffl^e>*i&o 

(3-6) Steffi W^ftiS 

M^tSM^-^f;^ (Fluorescence Correlation Spectroscopy (FCS) : Eigen, M. , 
et al., Proc. Natl. Acad. Sci. USA, M,- 5740-5747(1994)) te, ±t^^b-+f 

-mwmmcDT-Zs n^(Dm.mm^ &z^&&mm. mmummzmferzia 

* * —te£&mmmm*<3im ^rz^m^cD^mt^wm^tim^o z\(d fcs § 
fio&cDmw&fj-fryTjx (Zeiss) %:m-fr£>rtim£ftT&*), ttmz&u 

^(zffi^^n^^Sj^(c^^^^JgT-C^7^;Wb^>^^H^L^^?£ 
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(4) mMim? zfr^cDmfejjm 

±13 (3) (D^n^tuDxmzjL bmfe$nc3im^^)i<<b*>^?nt(Dm 

(5) C3fe3$-7^;Wb£ >>^£fl©Bffl<fb©fca&©^s 

±b3 (1-3) iziZfflLtz C^S$-5^;Wb* >^^^W©7^;i/eu$^LfcHffi 

(6) ^>^r^K-^iaffis^fflai^©fc«>©»« 
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weror/r6«oo - Pcr/jpoo/05920 

IB©^B60«tc:<fc t)^5Ie>$!IIE$n*4»©T*^i«:V^o 

( 1 ) te^ffl DNA (Dffimt mRNA ©ffrjfc 

DNAI2?iJ (T7 7P^-^-E?y) £MtR©l^tCj|;f£#fflj§&© >J 
T^sSS^n-^-rVADNAlB^J (Kozak3>-b>^125iJ) fc^rofKifc M 
-^©T^tw/?-^^— h'tSDNA^LfcDNAIfrS, &© 

£t\ T7 7o^-i?iJ (Rosenberg, A.H., etal., Gene, fifi, 125-135 
(1987)) £K o z ak3>-b>^iE-9U*^tp 1 ^IIDNA . (IBBISHf 1 ) 
^■S-fifcU DNA77^Y- (IS?!i#-^2) i: D NA/RNA77-f7- (IB^iJ 
##3) CJ;o"r#^7- tfgmSJfo (PCR) $Ito^c 0-^*7* 
v— tfite-?*. DNA/RNA77^y- (iE^JS-^4) iDNA/^^T- 
(IE?U1£^5) fPCRnchlcJ:^ /?-7^^T-^^^-Kt^DNA 
£i§iHL£o Iti^RRRS (Nishigaki, K., et al., Chem. Lett., 
131-132(1995)) tioT, ^h?tMD P C R^JfoMfc U ^ b 7— t? A (>>;? 
^#M) 6 0°C-C3 0^fi^t5Hi:l: ( fc?TDNA/RNA77'f 

^~ (iB5U«3, 4) ©RN A© 3 ' {|Jj© V >&i?=.Z ; r)M&'&%V]m bT^ 
itS^ig^ito^o utlf>t7i/- ;i/&fcB^ 77-f7 — »J A— (Primer 
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remover: Edge Biosy stems &M) C=t^T77^ ?-MM^^ifcDNAIflt 

&i&*u ;-)iik^L*n-?tz 0 itm^mm. T4DNA';*-wy 

7 T 4#i)7<7 U*3- (Polynucleotide Kinase : NEB 

*T»fC*»e>T4DNAU3b*-Hf (NEB #M) £2JD;U ±ft© 2o©D N A»« 

5)£^TgJgP CRX-mmi^UmmmmtLtzoF CR& AmpliTaq GoldDNA 
Polymerase ( Perkin-Elmer }±g£ ) £ ffl V > fc 0 

tf©^ h 5/73 h*>^f:DNA77>f7- (15^J#-^6) 
S±I3DNA77-< Y- (IB^'JS-^5) ®ttt> D fc^T±fEfcl^«©«<t&fr 

•5) D N As SV^ h y rzi F>5ii Lfc/?-7^^Y-y^n- KtSDNA 
RNA^^ry h (Ribomax Large Scale RNA Production System: Promega 
$ffl^T^?U RNAhtfco ^a*S±lf5feK>t*tyr7tD 
y (RNA capping Analogue :Gibco BRL mRNA £D 5 ' 5« £ L 7c o 

*ty77tP ^ IWBJH ©3£ f( ( NTP ) $ t" £ fc 4!) Id 7 3 J t - »j A — m*- 
(Edge Biosystems *±M) ^folx^y- ^ttlR^ff o"fc 0 

( 2 ) M^^MtmmcDmm 

£ a — d v ^ 2/ > (Puromyc in : SIGMA #§0 §3ml CD$£^ tr^X: U 
MJETT-^^^JJM^-y-feo "i©t»f^S 3Hi^t)iibfeo CftfC 5 ml © 4% 

h7V-;i//7t . r-- h 'J;«i:7;^U^ h(6-N-carboxy-di-0- 
pivaloyl-fluorescein-hexyl-0-(2-cyanoethyl)-(N,N'-diisopropyl)- 
phosphoamidite : H*^— 7^ * 7*tM)£2jn;U MT«*PLfco S/fofci:*>'J 
Amil^DT b^?^ — (TLC> Jg§g&& N ^DD7tU : 7<^y-;b 
= 9 : 1) T-^-^ — Ufco Its SJ5&t±2I^STiKTrSo Slfo^ 



29 
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= 8 0:4 0:2 t:ML^ii2ml»U M?ST-ift# L,&# t>&]& Lfc 

^y-;i/=9 0 : l0«^tfc o {£S*6Doi^c:7;i,;>rb-te-;utf 
i — u^4i/> (Fluorpur) 'J * TLC T ^ D p y *)\,2x/* $ J — ji = 
9 0:1 Ofitti^tfcl^ RfO. 2 6 ©#Si£igit}£ ft£o 
^iil^tLfe{^^S©oVN^: Fluorpur ^jt^>^ — T'zR/^^ y — ;b= 2:1© 

Fluorpur #7m g^^tifco -£$(,i§£# Fluorpur CI hte^ -^©pH9<D?g 

^<D^Rj^i"Si|XX^^ h;i/#2 7 2 nm ( ti- v>ajfeisfe) i:494 
nm (7Jl*l>-t4 {c^ti^ d MALDI/TOF -rxx^p h D p< HJ 

-T- [m+h] +©^-r^->7^m/zioio tins^ h^^isj^^nto 

(3) C^^Mb* W^fl©^ 

_ttE ( i ) -ef^^ufe imkiz^y-^mttm&immfflf&mmm (Rabit 

Reticulocyte Lysate Systems, Nucleease Treated : Promega *±MK &£>"/J^E^ 
MB^mm^ (Wheat Germ Extract :PromegattM) £3Hv ±12 (2) T^EftL 
£ Fluorpur 1 6 //M(c:& £ & o IzMz., ^ti^tKDmm&foi&g. (<7 

It^ittgMfiiffll?^ : 3 0°C. /J^JK^«S81R?6 : 2 5°C) T-6 0 

(4) ^ >/^K©^^;Wb©fit^ 

±ia ( 3 ) <D&mMMmmmfcjfom* sds ^'j?^ y ^ 7 =• k«^»j 

(SDS-PAGE)-£Schagger £>©;&&( Schagger, H. and von Jagow, G., Anal. Biochem. 
166, 368-379(1987))tc£ *> 2 0Vfem&lzz9 OfrnmvkMLtz'fJIZmft't* 
— VyVri-^j*?— (Fluorlmager 595 :Molecular Dynamics T"^)fei 
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Y > £ M m b tz /3 - ? Z $> ^— fef mRNA £ ffl V >T 'J^e^,1tti8IRIS J; D f£ 
KI-^DNA/lP^^Lfc RNA ?:ffl^fe«-&(cSn^. ^MbSWfct 1 Of£W± 

(1) B M-f>§3-FnDNA»i^©IiJ:^©iiiRNACDii 
^^^Oi^^^M® >>^;i/7T7©RNA^^7- fcf £ £ o T &ISI£ft 5 
DNAIE^iJ (T7:/D^-*-IE?iJ) i:SlR©^(:ia»© U ^V-A t 
TiSt&^n -^1-1^0 (Ko z akzi>-fe>-y-^iS^J) ^MJl£©y*y— A 
£ i^TIS^ft^-r^IE?!] (-> W > • ¥)Vi3 — jmm : Shine-Dalgarno) £ 
*U ^©TfJ:7'Df^>AOBF^-f>$D-KLfeDNAIfK-$, 
^ilbT^bfeo . - 

£1% T 7 7u^— iE^'JhK o z a k n >-fe y-tt^IE^'J&tf v W > • 
;i/*--yiH^J$:Wr?.^^hB h*>W >£=i- KT£IB?!J£^-r&3fi££<DDNA 
^ JiAZlbT^bfeo T 7 (Rosenberg, A.H., etal., Gene, 51, 

125-135 (1987)) i; K o z a k >^ >«IE?ij;5?^> W > • 
£^tf l^tftDNA (lS^J#-^7) Zmm'&m.L, DNA77-f7- (1E?'J§^ 
8) K^-Y >©-g|5£n- Ft^77^ x>- (IE3«-*f9) £«koT**',M 
5 — if atHSJ© (PCR) ^ffofeo DNA £r£&HM?&. TaKaRaEx Taq Polymerase^ 

— 2u 7"aTOAi^^itfepRIT2T77X^ h' (New England 
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Biolzb.QWDZMmt LTlE^J#-^8 6DT>^-fe>^7*^'f (IE?U#^ 1 0) 
hDNA^^Y- (IE?d#-if 1 1) <&ffl^T^U^^— fe'^S^^fro^i: 
lc£tu B b'pW >£zi- K-r^DNA^^tiitiLfeo itlf,02^©PCR 
M^/j^M.W.WA (Overlap extension ) &(Horton R.M. , et al. , Gene 77, 61-68 
(1989)) iZfe^X. *£-££-h»\ 2o© DNA T* - ^ T— (IE^'J#-^ 8 RV<m$m-% 
1 1 ) X PCR tSi D B >£=J- KtSDNAiM-SMLfc. V> 

Tn© PCR fc&^Tfc DNA -£rf&i£^f± s TaKaRaEx Taq Polymerase (^fgJtttli) 

±iELtz^mx-Wm.Vtz DNA fijfcft 100 /zl ^tD 10//g Ja;U RNA £r 
fifc^y h Ribomax Large Scale RNA Production System (Promega 4±M) £^-r> 
T mRNA tgfbfco ^tR$J^£±f:f ZtztbiZ** y 7"7±UV (RNA capping 
Analog; Gibco BRL *±M) 7.2 mM «fc 5 (can*, mRNA CD 5' {Bl 

T2>tz&>lz, T^-Y^r — (Primer Remover: Edge Biosys terns *±M) 

T 31 * J — JVfflQi £ ft o tz o 
(2) ^^6^^<;Wt.lS^ Fluorescein-puromycin (Fluorpur)GDSfM 
t.'j.--o^-r i>> (puromyc in : Sigma ttS0> 2 6mg (4 8^mol) £3ml <D 

Lfeo £ frit 5 ml ©4% f f7V-^/ 7-feh^hiJ;i/Mi:7Mb^ h 
(6-N-carboxy-di-O-pivaloyl-f luorescein-hexyl-0-(2-cyanoethyl)-(N,N' - 
diisopropyl)-phosphoamidite : B*^— b y=r 4 7#M.)-*.1&x.^ 
tt„ SJSH: 'J * ^ D 7 h ^7 7 ^ - (TLC s M^i£*£ : ^dd* 
;UA : p<^y-;b = 9:l)T' ; E-^-tfeo »«\ kjfctt2B#B3;C*l7T3o Sifo 

U v>/ zk=8 0 : 4 0 : 2 tc$gfrbfc$g?ft 2 ml £#D;u IfiTS#^t^f. 
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= 90:1 Ot^iil^tfc, Fluorpur l± ^ U * f JV TLC (JH^i 

: ^dd^A : p<^y-;i/=9 : 1) T* Rf 0.26 CDtZ 3fcl?gm£*ifco 

UM.&V>^>^tz Fluorpur S?iT>^ — T7k/ S — JV= 2 : 1 <£>*g-£-?g?& 
Initial /?-i/7yxfM^^t Sil Fluorpur #7mgf#£>*ifco -£1$ 
S# Fluorpur 3 C h pH 9 ©^©^t^o&ft*^ h;b#272nm 

(ta-D7^»«) 494 nm ( U-fe-f >SBE&3tO 
^5>1>-(C. MALDI/T0F 777^^hD^ bU-T'. fr=f-4 ar ># m/z 1010 fcjgft 

ffr&LfcmRNAfc* N ^«81iaaiR4ry h E.coli S30&ffi^ (Promega 
^fci$IR^£:fc^T> 7 ;i/*z;i/Ka — D T-T XFluorpur) ©ffcHiftgAs 16 
mMt;:&£ «t-5t:Jn^.x. 37°CT* 6 OftfcifoZlktzo (D Fluorpur £HDB&< 

fc#>fc N 25 ml ©TBS (10 mM Tris-HCl, 150 mM NaCI, pH 8.0)T*¥lfb 

LfcPD-10 t>=7k (BI0-RAD ttSSO T^ifJbfeo g*D© 1.6 ml ©7^^^>s> 

Centricon 3 (T^=3>%fcM) TiS/frU 1 3 0>al HjggiT'i&fiSLfco 
(4) # Is/tPWO^^MbCDmm 

±I3( 3 )0§1«I|RS£M?; SDS U7^ tUl/T * h*mMi(j(SDS-PAGE) 
T Schagger Schagger, H. and von Jagow, G., Anal Biochem. , 166, 

368-379 (1987)) t «k D 2 0V^«i±(ZT 9 0#mm&I& Ltz?)l<*m?£'( * -i? 
>7Ti-z"(*r— (Fluor Imager 595 :Molecular Dynamics ftM) T-Sbfcfi£$J 

pH.9 ©jg^cf'-e 494-nm ©!R^JgA»?)^»fc7;V^-U-b>f >£Ji*Rfc 
LT, mft###&fr (RF- 5 0 2 :|#ti) L'T^^Wb^ftfcB 

33 



wu uj/ieewO PCT/JPOO/05920 

(5) m^fcii^^y^g^i^B Moiitf igG tcom^wmcomm 

^^MbZtltzB Y*'(>$>^Zm.m%.* 0.1 fr?> InMIIjgtZLT. hh 
IgG (SIGMA £1 0 mmtZft$R? Z> d fC, 0.01 nM 10//M ©*iJg© 

i^>^;i/^f^U ZtHzJmz_t Zo 3 0^ ISttil^^ M^d^^iJ 
(BEAC0N2000, PanVera *t) tiot, ^O^^^^Lfeo £-fc h 

igG ©iscMt5i^ogi^i4ii:^Lfc 0 ^©m^hjcs^^ mm 

( 1 ) GFPuv4 h*?"aDNAWJt©#SSfc*©nRNA©flMg 
T7 ^ — ^ — IB#J h Kozak 3 > -fe > i*;* ffi^JXtf f> -f > • #— y IH#] 
£"^tf UiDNA^tltU, 77>f7- DNA (IE#J#-«§ 8 ) i: GFPuv4 ©— 
SB £ =i - K L fc 7-7 -f -7— (IBfll#-§ 12)l:<tot^^7 — tf»g(^j& (PCR) 
£*To£ 0 DNA^fifcSMBfcJ:* KOD Polymerase(Ji€#^±M)£ffll^o 

— Tax GFPuv4 (Ito, Y., etal., Biochem Biophys Res. Commun, £M(2), 556-60 
(1999)) £=r- KrSDNA%»SfctTiB5U#^l 2©7>^>^77>fY 
- GFP »fc^© 3 ' 5fejSjr^>f^- (IE^J#^1,4) 

T * U * 5 — tf mmKJfoZft oZ\£iz£!) s GFPuv4 £ 33 — K L fz DNA tS^^±iit@ 

d n & © 2 o © PCR £«b * fittffl S ( Overlap ext ens ion ) & (Hor ton R. Mi et al . ,. 
Gene, 77, 61-68 (1989)) t^^T^l 2o© DNAr^v- (IBJiJ#-^ 
8St>WJ#^l 4) £ffllNT PCR fc^diifcck T7 7Dt-^-OTSt 
GFPuv4 £ 3 - K -T 3 DNA L fc DNA g{ * J* L • V ^ f ft© PCR iz £ V > T 

DNA£rj»H&, KOD Polymerase (^#^±M) fcfflufco 

±ELfc£&TfMLfc DNA £ N 100 ^fct> 10/zg Jn;U RNA 
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E£3ry h Eibomax Large Scale RNA Production System (Promega %tWl) 

T mRNA izmW^Ltzo Mm®}m*±lf & tz&blz*-* y 77±U 7 (RNA capping 

Analog; Gibco BRL*±M) £g*$«jK# 7.2 mM iZteZ «fc -5 CiraiU m£NA©5'M 

t5fc«>^ 77^-7- l&^&l (Primer Remover: Edge Biosystems *±§5!) 
o T 31 * y — ;i/fcfc|g% ft o o 

(2) h~^>^^;WbS£^ Biotin-puromycin (Biotin-Puro) CDHgli 

St«Ilfeta-n?^-i/> (SIGMA nm) £3' 2KB?aiS^UT@fflfi«: 
(NovasYn TG amino resin LL : Nova Biochem *±®0 tC$£-£-£-fci\ ^X*7$.£' 
J K$£lC-«fc >3 . (ABI 3498:Perkin Elmer a») ±T Biotin (Biotin TEG 

Phosphoramidide:^*U>U-9-— ^-^Ds PEG It— (Spacer 18: P'U 

(3) £>;^K©^^;Wb 

^bfc«WiA2^gH:^|fflteH^y h/J^K^amtt (Promega *± H) % 
^fc^sR?fUC:fe^T.500,uMtf;t^>t:*J- — D ^-f-> >( Biotin-puro) 2 // L N 
Xtt 500^M^Ui5 L ^>^U 3— ;Vta- D-^Y :>> (PEG-puro) 
n^enAnXs 2 6°CX'6 OMKtto ifc^/fo© Biotin-puro Xii PEG-puro 
^0i<feii)t:, 25 ml ©TBS *f®r« (10 mM Tris-HCl, 150 mM NaCl, pH 8.0) 
T-WfbL£PD-10 *7A (BI0-RAD *t») tSllllf:. 

(4) ^>;^fCD7^Mb©lt^ 

Wf>fa-D7^y >(Biotin-puro ) X ? ^Mt gtitz WomU 
it. ±l3©1t>:7\>U£=g- 1 5#13fctK SAM2 Biotin Capture Membrane (Promega 
*t«)fc;*#y KLn 1 0»llfci, d©*>:7lx>£TBS ffiffrtt .(10 mM 
Tris-HCl, 150 mM NaCl, pH 8.0)T"ft# Ufco CCD TBS ««tt©ifci*©Hu;&tfgt: 
£ s FluoroImagerFX (Bio-RadttK) V>T > r U >±<Dm%&&.&'( * - 
VLtzo Z<D&m*$£5miZ7j%To nsmWmT'$c&TZ>m±s Biotin-puro t 
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?l<hpuro<DZti*tl&m&(D&m*:m\sfc1fis PEG-puro X'^^Jl^tl 

tz GFPuv4l±&l,^£:ft/t^fco— ;£Biotin-puro !:J;ol7 ^;Wb £ Hfc GFPuv4 

w v ^ p s t g g ^ gmm^m&MM. 

( 1 ) 7pt^ >As B F >St>-GFPuv4 ^n— b* f 3 D N AmfrCDffimt ■=£ 
(D mRNA 

T7 yn^ — ^—Emt Kozak D >y-xm,?i}RU$<^ >f > • $r;i/#— J IE?!] 
£^frl*MDNA Sfil^i: LT77^ "7 -DNA (BE5U#-^8) fcT 

(Gly-Gly-Gly-Gly-Ser % n - K T 2> iMIE^J ) fc^irT"^ ^ t- (I£?'J#^ 1 
5) (CctoT^ U y ^--tfSlllR/fo (PCR) ^ffoto DNA ^i^li, KOD 
Po lymerase ( Mftmtm ) £ ffl V > tz • 

— 73, GFPuv4 (Ito, Y.., etal., Biochem Biophys Res. Commun, 2M(2), 556-60 
(1999)) Kf5DNA%»St LTI2?iJ#-5f 1 5 CD V 1H^J<DT>5 L 

-fe >^I2^!JSt>* GFPuv4 ©— £fl£=i- b*-r£jgME?!J£^tr:r^<-f v— (13^4 
16) h GFP SJ-KtSDNACD3' *«77^7- (IE?UI£-t 1 4) 

GFPuv4 £ 3 — K "T £ DNA ^J$$if IS b tz a 

ZtlbCD 2 o© PCR m*fa*mfcW ft (Overlap extens ion )&(Horton R.M. , etal. 
Gene, 77, 61-68 (1989)) t^ot, S^^-frs 2 o<7) DNA 7*^ -< "7- 
^ 8 &tf.IB5U#-5 1 4)£ffl^T PCR £*t-5 ii:t"<k & T7 7Dt-^-©T«i: 
7D^>A, B K^W b*-f 3 DNA, St^U >£— IB^J^^LT GFPuv4 

*3-h-r4 DNA*stt^UfcDMA«*^J«Lfco ^fft© PCR t*^T * DNA 
$mm\£, KOD. Polymerase (m#£S*tM) Zm^tzo 

±ELfc3&i&T?{l5ritLfc DNA KifoiS 100 Atl ife?)10 >ug iDX. N RNA £r 
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fig^y h Ribomax Large Scale RNA Production System (Promega ftSSD 

T mRNA iZljg^Lfco 181R£M^±(:f 3 tz&blz* ^ y o ^ (RNA capping 

Analog; Gibco BRL #S!0 £g,^?§Jg# 7.2 mM 3 £ o mRNA©5'{IiJ 

^0f5bfco yyrj-nPRtfi&mcD NTP (7^D^h'3 U>^) 

"f -7 "7 4 T — W&M (Primer Remover: Edge Biosys terns £tM) 

x frttE&zn^tzo 

(2) lf^-^>^^;WblSMBiotin-puromycin ( Biotin-Puro) (DmWk 

^STribtta-DY^» (SIGMA ttSS) £3' zk»**^bTHfflSfr 
(NovasYn TG amino resin LL : Nova Biochem *±M) tf^^T^** 

«£. t)s 18K-£j$8S (ABI 3498:Perkin Elmer *tS0 ±T PEG 
(Spacer Phosphoramidide 18: ^ U > U -tt-^*±MK Biotin (Biotin TEG 

Phosphoramidide: 7V > U if— eNl), SJe**S^*-&fe^t:|K«»%fTofco 

(3) ^>/^K©^^;Wb 

tfU&Lfc mRNA 2^gll ittilR^y M^J22r«ffi$) (Promega tt.m) 
?:fflV^/t^lR^{3^V^T^500//Mt:^-5 : ->b•^ — DY^f ^> >(Biotin-puro) 2 ^ 
l^inx>2 6°CT-6 O^-^^^-y-feoTfeSii&CDBiotin-puro £^£t)R&< fcfet, 
Bio-spin (BIO-RAD ItS?) T^l^ii^To £ c 

(4) C^b*^-^>^^;WbB h-/>r >-GFPuv 4i^^>/^CDgl^b 
±13 (3) T^bfcC^5itr^-^>^^;WbB K^W >-GFPu v4^ 

£ (Biotin-DomainB-GFPuv4) £ SAM2 Biotin Capture PI ate (Promega 

#">^;w(c 5 ou 1 5#de#gL£gL #^^;u^tbs mmm (10 

mM Tris-HCl, 150 mM NaCl, pH 8.0)X$i&Ltzo Biotin }:^l^A^f; 

h^^«Ufex h uy Y7\zV>*u- bTZtzt&lz^ 1 mM Biotin/PBS 
100a 1 %Mz.tzo'E<D'&2QQju 1 (DTnmWmX 5®^ ^)l*tfc&Lfz o mz 1 % 
BSA (SIGMA %tSJi) /?ZSX7'v v*>yLtzo £ fc n > h D-;bfc LT Biotin- 
DomainB-GFPuv4 ^H^bLTl^V^^l/fcl^Milcrp y^r^Lfco 
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(5)i^^-s;>W7'f1f-{: < J;5iffiftBl<^'f>kt h IgG £GD*g 

±IE ( 4 ) T-ftfiJtbfc Biotin-DomainB-GFPuv4 IBSftL^ X'ttS^fb LT 
C^V^ SAM2 Biotin Capture Plate ^;i/iz s B -f >£; affinity ©JfiEl^ 

Monoclonal Anti-Human IgG I Biotin Conjugate (Mouse IgG2a isotype) (SIGMA 
tS)$)5^l±, B K^W >£: affinity I > Biotin-Mouse Monoclonal 
Anti-Human IgA I (mouse IgGl isotype) (SIGMA *±M)£ PBS mmmi: 5 
*RL;fc&©£#nx.s lWIUco TBS 3 ||]$$fei#Lfc 

^ ExtraAvidin-Alkaline Phosphatase ( S I GMA %tWD3tiUz.s 1 0£>Rfl#K& 
TBS^Sj^T- 3H]?5fe^bfeo ^^{CAttphos substrate (Amersham pharmacia 
biotech*tM)£An^ SiBT2 O^SjS&^-^fco ^ti^i^ ^ — Vl/7Tj-=> 
(FluorImagerFX:Bio-Rad%tSO %m V^-T * —V > V Ltz%&$k%m 6 0 

Biotin-DomainB-GFPuv4 £@^-fb LT^&lr>£ ^McfctMy ^ ^ r> > ^cDgg 
^Lfri^^tif, Biotin-DomainB-GFPuv4 *.mfett>\stz&t? ^frlZ&UX^ 
B M-f affinity <DM^ Mouse I gG2a isotype L£ £ 

affinity mouse IgGl isotype Lfzt> i;UlZiJ (j-S^t^«t D 
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it m (o m m 

6. T^-fer^— gp#t±i — D V-f 3'-N-7^7y;^a-DT^>>> 
7^7?^ h\ 3 ' -N-7" 5. ;7^7t; i»7^ y * ^ l,^-^> Y (Difr¥ 

8. C*^^^;Wb^>^^©X{^6S^©^TtL^— ;fr#H*Bfc:*&&LT^ 
£Ili3<©$5Bfit 1 If LSI 7 JMCDV^Tti^ 1 If tCE3«©#&o 

9. C*^7^;Wb^>^^K^ ia*>^*H£#j*t-£^;i/$xl±^;i/ 
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i i. ^cD^-'v^y^ Ft*nizftmftiz^?zmt)*m?zfr?(Dmfr& 

ATP^W^I/ATP, SLF^;* h^^-;t,^#^>,^jf 

i 2. ^©^<b©$j;££St®r^x^>±tnjs^ i/\-^.vfe> h^-r ^— 
mm i i ijt wrnfr 1 jkzib«cd^o 

14. ^^Hb^/^m^fi^tCct t) ^^;Wb^ti^^^T'fe§sf^© 

£«fc t>M(c^^tiT^t)s ^^^^^;Wb^X(±^^M{ci>)^ 
^;Wb£ftfc^;i/#^T-&!^ «^©^<b©«#ii®T^X^ >^n*& N ^ 
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Ills ^211. ^5rg^VNL^l lii^^fii* l*ItcgB^©#& 0 

mmm i siiiciBttcT^&o 
ai^cDttste i 9^xfcttg 2 oisciettoss^o 

2 2. 7^;i/SJ# ^ ;uh _^ N ^7->?^U^K N £Jg^> N 

If^cDSEH^ 1 9II& V> 2 1 JI©^-f 1 ^fcSBtt©SS3£ 0 ' 

2 3. T*-fer*-gp#t^-n v^^>>, 3 ' J ?^)\,\L-3. — u^<ii, 
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>7> ^ y y. z h\ x& 3 ' -N-7- $ J Ti/fr-y?; *>>^ 5; ; y $ uxis.h* 

1 9*i&^LSg2 2ll©^-fftfr UI(ztB$g©^o 

r"<Mtm.m(D&&Tx*s mfy^tnozj—^j >?'ffii$ t *^$smm*&^R 

t>x ^^^Mfc^^tL/c^cD^U^r^ K^^T^»stA}<OfElS^2 4 

2 8. T^Hz^*— g|!#h:^ — D?-f >>, 3'-N-7;;7yjl/D-D?^y 

>t-5; y * ^ h\ x& 3 ' -n-t^ y TisjiT?; ~l j * z u*is h* 

©^rn^©^b^3t«^^*r^,^b^X{i:^©^^^^tfsi^©$5IS^2 
4il&^ LH 2 8JI©^rft*UiIlclBfE©@^b*>^;y-ff 0 

U>lg^r^h\ ATP|g^>;^l/ATP, ^t/^^ h ^ 

T-fei>IS^cD«Bffl^2 4iI&^L|g2 8J!©^-f*i£> 1 il tfBtt©^ >;^f 0 
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3 o. mj&(D$&mm2 4Ji&^bfg2 9m<D^-rti& imizB&M<Dm%jb* 

31. 7?7*-*>^?n&mmiz&&i,tz&*&%&ftt2>^&. rnmmzc 

32. 3-y7*uft-rz^&i, m3-y7'izmw)<frttmw$-&z>^^ m^-^r 
zm&Tz^m, Rumcj£^^Mt?>^?wfr£>(Dm^*m%.L, mc* 
^^Mt*>^znt mmtt t (Dmmtm izm-3 <m^(D^bz®t&Tz>tz 
®<D^&*mT%, m&<D$&mmi om, mi im. mi 3m, x&mi 4*1© 
<^m*> imizmM<Dj5mz&^T^m<D&fa(DmmMffi*if afe^©^g 0 

3 3 . > mtmm^mT zfr^xitfr^ tm^ttmr z * namfe 

fi; • 

3 4. ^e>{^TIBX@ : 

( 4 m mtm ? % t m& $ ntz * > ^ ? wr vm&ift? * % x*§ 
{i)c^m^^M^?y^?ntum^h^mm^^^^h\z^\)^tzmc 
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3 6 . £ £TiBxS : 

( 3 mmtm Tz>tmfegtitz*>^? wRvw&ott * m%.t % urn 
r s t± ±1 3^ h ffisf^ -r £ * > ^ ^ io 

3 9. IS3<©$eBg§3 3JI&lM_,il3 6 3l©^Tn* i II id SB*& 

4 o . m^ommmm 3 7 iM^mmo^mzmm-r ^>rz&(D ^ji^h* > 
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SEQUENCE LISTING 

<110> Mitsubishi Chemical Corporation 

<120> A method of analyzing protein-molecule interaction 

<130> A01369M 

<150> JP P1999-244704 

<151> 1999-08-31 

<160> 16 

<210> 1 

<2ll> 88 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
<400> 1 

gatcccgcga aattaatacg actcactata gggagaccac aacggtttcc ctctagaaat 60 
aattttgttt aactttaaga aggagatg 88 
<210> 2 
<211> 33 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
<400> 2 

gatcccgcga aattaatacg actcactata ggg < 33 

<210> 3 
<211> 29 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<221> misc_f eature 
<222> (6) 

<223> n is ribocytidyl ic acid. 
<400> 3 

ggaagncatg gtggcatctc cttcttaaa 29 
<210> 4 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> mi sc_f eature 
<222> (6) 

<223> n is ribocytidyl ic acid. 
<400> 4 

gcttcnaaac aaagcactat tgcactggc 29 
<210> 5 

<211> 30 .. ...... 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthetic 
<400> 5 

ccaatgctta atcagtgagg cacctatctc 30 
<210> 6 
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<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequencersynthetic 
<400> 6 

ggtctgacag ttaccaatgc ttaatcagtg ag 32 
<210> 7 
<21 1 > 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequencersynthetic 
<400> 7 

gatcccgcga aattaatacg actcactata gggagaccac aacggtttcc ctctagaaat 60 
aattttgttt aactttaaga aggagatgcc accatggttg agccccgcat ggagttc 117 
<210> 8 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequencersynthetic 
<400> 8 

ggccccgcga aattaatacg actcactata g 31 
<210> 9 
<211> 40 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthetic 
<400> 9 

tgttgaattt gttatccatg gtggcatctc cttcttaaag 
<210> 10 
<211> 25 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :synthetic 
<400> 10 

ctttaagaag gagatgccac catgg 
<210> 11 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
<400> 11 

gttgaattcg ttgtcagctt ttggtgcttg a 31 
<210> 12 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: synthetic 
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<400> 12 

gttgaattcg ttgtcagctt ttggtgcttg a 
<210> 13 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthet 
<400> 13 

gttgaattcg ttgtcagctt ttggtgcttg a 
<210> 14 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthet 
<400> 14 

tttgtagagc tcatccatgc catgtgtaat cc 
<210> 15 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : synthet 
<400> 15 

agatccgccg ccaccgttga atttgttgtc agcttttgg 
<210> 16 
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<2U> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:synthetic 
<400> 16 

ggtggcggcg gatctatgag taaaggagaa gaacttttca 40 
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